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Antigen was identified histochemically without the use of labeled antibodies by the sequential application of (a) specific rabbit antiserum, was about 100-to 1000-fold that of immunofluorescence. The unexpected ratio of P0 to anti-PO is presumed to be due to stabilization by the pentagonal shape in which three corners are suspected to be P0 and two antibody fragment Fc.
It has previously been showit by us (45, 46) , atid simultaneously by others (27, 28) , that the im muiiohistochem ical localization of antigen can be enzvniaticallv intensified without the use of artificially conjugated antibodies.
The procedure involved sequential al)l)hcation to tissue of (a) rabbit antiserum to the antigen to be localized (step 1) (b) we have substituted for the individual components in steps 3 and 4 above ( Fig. 1) .
Soluble antigen-antibody complexes have been prepared in the l)a. t by one of two procedures. In one procedure calculated amounts of excess antigen were added to purified antibody (19, 33) .
This approach was obviously unsuitable for our J)resent purpose since it required the purified aiiti-P0 that we wished to avoid.
In the other procedure, antibody was precipitated by specific antigen, and the precil)itate was redissolved by addition of excess of antigen (18, 38, 41, 47 Step 1: 1)ilut ions of rabbit antisyphilitic serum for 30 mm followed by rinse and wash in T (serum was diluted in T containing 0.1% gelatin).
Step 2: Sheep anti-rabbit IgU for 30 mm followed by rinse and wash in T.
Step 3: PAP for 30 miii followed by rinse in T and wash ill TAI).
Step 4: A freshly prepared solution containing 0.05% of l)AB and 0.001% of hydrogen peroxide for 5 miii (11) followed by rinse and wash in water.
Step 5 . 24. Same as Figure  5 except that 1:10,000 normal rabbit serum (preinoculation serum from rabbit 7) was used in step 1. Let A (Fig. 29) 
